abstract: Pre-eclampsia is a serious complication of pregnancy that can affect both maternal and fetal outcomes. Early-onset pre-eclampsia (EOPET) is a severe form of pre-eclampsia that is associated with altered physiological characteristics and gene expression in the placenta. DNA methylation is a relatively stable epigenetic modification to DNA that can reflect gene expression, and can provide insight into the mechanisms underlying such expression changes. This case -control study focused on DNA methylation and gene expression of whole chorionic villi samples from 20 EOPET placentas and 20 gestational age-matched controls from pre-term births. DNA methylation was also assessed in placentas affected by late-onset pre-eclampsia (LOPET) and normotensive intrauterine growth restriction (nIUGR). The Illumina HumanMethylation450 BeadChip was used to assess DNA methylation at .480 000 cytosine-guanine dinucleotide (CpG) sites. The Illumina HT-12v4 Expression BeadChip was used to assess gene expression of .45 000 transcripts in a subset of cases and controls. DNA methylation analysis by pyrosequencing was used to follow-up the initial findings in four genes with a larger cohort of cases and controls, including nIUGR and LOPET placentas. Bioinformatic analysis was used to identify overrepresentation of gene ontology categories and transcription factor binding motifs. We identified 38 840 CpG sites with significant (false discovery rate ,0.01) DNA methylation alterations in EOPET, of which 282 had .12.5% methylation difference compared with the controls. Significant sites were enriched at the enhancers and low CpG density regions of the associated genes and the majority (74.5%) of these sites were hypomethylated in EOPET. EOPET, but not associated clinical features, such as intrauterine growth restriction (IUGR), presented a distinct DNA methylation profile. CpG sites from four genes relevant to pre-eclampsia (INHBA, BHLHE40, SLC2A1 and ADAM12) showed different extent of changes in LOPET and nIUGR. Genome-wide expression in a subset of samples showed that some of the gene expression changes were negatively correlated with DNA methylation changes, particularly for genes that are responsible for angiogenesis (such as EPAS1 and FLT1). Results could be confounded by altered cell populations in abnormal placentas. Larger sample sizes are needed to fully address the possibility of sub-profiles of methylation within the EOPET cohort. Based on DNA methylation profiling, we conclude that there are widespread DNA methylation alterations in EOPET that may be associated with changes in placental function. This property may provide a useful tool for early screening of such placentas. This study identifies DNA methylation changes at many loci previously reported to have altered gene expression in EOPET placentas, as well as in novel biologically relevant genes we confirmed to be differentially expressed. These results may be useful for DNA-methylation-based non-invasive prenatal diagnosis of at-risk pregnancies.
Introduction
Pre-eclampsia is one of the most common causes of pre-term birth and fetal growth restriction, as well as being a major cause of maternal death worldwide (Ghulmiyyah and Sibai, 2012) . While the underlying causes of pre-eclampsia are heterogeneous, there is generally a failure of placental trophoblast cells to sufficiently invade and remodel maternal arteries, which may be triggered by a failed immuno-response at the maternal-fetal interface (Redman and Sargent, 2010) . This causes poor perfusion leading to physiological and gene expression changes in response to hypoxia and re-oxygenation stress (Tal, 2012) . Early detection and management is key to preventing maternal death and helping to maintain the pregnancy, thus postponing premature birth. While a combination of maternal serum markers (e.g. PAPP-A, Inhibin, ADAM12) and Doppler ultrasound can be useful to identify women at risk for pre-eclampsia in the first trimester (Kuc et al., 2011) , the high false positive rate and lack of a consensus for preventative intervention of pre-eclampsia makes the implementation of such screening impractical at this point. Improvements in the early diagnosis of pre-eclampsia and development of new therapies depend on a better understanding of the underlying biology.
Clinically, pre-eclampsia is characterized by hypertension (.140/ 90 mmHg) and proteinuria (.0.3 g/day) . While the level of protein in the urine is often used to identify cases of 'severe' pre-eclampsia (at greatest risk of adverse outcomes), this measurement is not always reliable (Cote et al., 2008) . A more valuable subclassification may be that of early-onset pre-eclampsia (EOPET) (diagnosis prior to 34 weeks) and late-onset pre-eclampsia (LOPET) (diagnosis after 34 weeks gestation) (von Dadelszen et al., 2003) . There is accumulating evidence that these are distinct entities (Rolfo et al., 2010; Bahado-Singh et al., 2012; Escudero et al., 2013) with placental pathology playing a greater role in EOPET (Cross, 2003) . Gene expression changes have also been used to sub-classify pre-eclampsia into three major molecular profiles (Cox et al., 2011) although their relationship to clinical classifications (EOPET versus LOPET, severe versus not) was not provided. Preeclampsia is a common cause of intrauterine growth restriction (IUGR) and it has been suggested that normotensive IUGR (nIUGR) may be associated with similar placental findings (Huppertz, 2011) , but it is not clear if there is truly a shared etiology or just overlapping features.
As altered gene expression is observed in pre-eclampsia-associated placentas (Louwen et al., 2012) , we expect altered DNA methylation to also be prevalent, based on the well-established link between gene expression and DNA methylation. Studying DNA methylation changes in these placentas provides a useful adjunct to characterize the pathological changes and to identify clinical subgroups of patients with differing underlying etiology. DNA methylation may also be useful in the development of new early screening approaches to identify at-risk pregnancies . Lack of DNA methylation at gene promoters is generally associated with the potential for gene transcription (Weber et al., 2007) . However, gene expression levels may be further modulated by DNA methylation at upstream enhancer sites (Horiuchi et al., 2012) , which can affect the binding of transcription factors, and/or at the shores of cytosineguanine dinucleotide (CpG) islands (Irizarry et al., 2009) . We and others previously showed that EOPET-associated placentas exhibit hypomethylation at a number of gene promoter regions compared with controls in placenta (Yuen et al., 2010; Jia et al., 2012) ; Pre-eclamptic pregnancies were also associated with hypomethylation in maternal blood vessels (Mousa et al., 2012) . However, our previous study was based on a small number of placentas (n ¼ 4 EOPET placentas) and relatively small number of CpG sites tested genome-wide (n ¼ 1506) (Yuen et al., 2010) . Another study also showed altered methylation in pre-eclampsia placentas (n ¼ 9) using a genome-wide methylated DNA immunoprecipitation approach, but did not distinguish clinical subtypes of pre-eclampsia (Jia et al., 2012) . Furthermore, these studies did not compare these findings to gene expression of the complete candidate gene set.
In the present study, we sought to follow-up our initial findings (Yuen et al., 2010) with a larger set of EOPET and control placentas (n ¼ 20 in each group) and use of a more comprehensive microarray interrogating 485 512 sites covering 99% of known genes. Importantly, this newer array includes sites in enhancers and promoter 'shore' regions, which were less prevalent in previous arrays and may be preferentially indicative of changes in gene expression. We used these data to (i) evaluate the ability of DNA methylation to distinguish clinical subgroups of preeclampsia and (ii) characterize the underlying biological pathways involved in these molecular changes and their potential relationship to changes observed in association with hypoxia exposure.
Methods

Ethical approval
This study was performed with the ethics approval of the University of British Columbia/Children's & Women's Health Centre of British Columbia Research Ethics Board.
Sample collection
Whole chorionic villi were sampled from placentas delivered at Women's Hospital in Vancouver, Canada. Clinical criteria for EOPET were defined using the Canadian guidelines . For DNA methylation analysis, samples were further sub-classified by the presence/absence of severe proteinuria (.3 g/day), coincident IUGR, gestational diabetes and HELLP syndrome, defined by hemolysis, elevated liver enzymes and low platelet count. IUGR was defined as (i) birthweight below the third percentile for gender and gestational age using Canadian population parameters or (ii) birthweight below the 10th percentile with persistent uterine artery notching at 22 -25 weeks, absent or reversed end diastolic velocity on umbilical artery Doppler, or oligohydramnios. As gestational age is a large determinant of DNA methylation in the placenta (Novakovic et al., 2011) , it is critical that placentas from pre-eclamptic pregnancies are compared with gestational age-matched controls (Yuen et al., 2010) . We therefore compared with placentas obtained from chromosomally normal losses or births due to a mix of etiologies (premature rupture of membranes, loss of amniotic fluid and cervical incompetence) with no evidence of placental abnormality based on a pathological exam (Table I; Supplementary data, Table SI ). The use of such pre-term samples is validated by our previous observation that the DNA methylation profiles of these premature-controls were more similar to termcontrols than to the gestational age (GA) age-matched EOPET placentas (Yuen et al., 2010) . Chorionic villi from at least two sites (center and perimeter) on the fetal side of the placenta were sampled, rinsed of maternal blood. representation of placenta-wide changes. It should be noted that four of the samples in this study have been previously assessed for methylation changes (using less-comprehensive microarrays) (Yuen et al., 2009 (Yuen et al., , 2010 .
Illumina HumanMethylation450 BeadChip
Twenty EOPET samples and 20 controls in two batches (2 batches of 10 EOPET versus 10 controls) were used for the Illumina HumanMethylation450 BeadChip (Bibikova et al., 2011) (Price et al., 2013) . Probes targeting the sex chromosomes were also removed. Any probe that had a missing b-value or .0.01 detection P-value (probes whose signal intensity was lower than background levels) in one sample was also removed from analysis (n ¼ 25 804). This left 430 685 probes for analysis. Signal intensities were read into R v2.14 (R Development Core Team, 2011) using methylumi (Davis et al., 2011) to create M-values (log transformations proportional to the level of methylation). Values from remaining probes were color channel corrected (Du et al., 2010) , separated into Types I and II probes and normalized by subset-quantile within array normalization (Maksimovic et al., 2012) . M-values were transformed back to b-values (a value between 0 and 1 representing the fraction of methylated DNA) for genome-wide analysis. Finally, probes that map away from their intended target were removed from the final candidate dataset (Price et al., 2013) .
Gene expression microarray
Gene expression data were obtained using a subset of EOPET samples and controls (n ¼ 8 each) that were also run on the 450 K array. RNA was extracted from placental villi stored in RNAlater at 2808C using an RNeasy kit (Qiagen, Heiden, Germany). RNA was assessed for quality on a Bioanalyzer 2100 (Agilent, Santa Clara, CA, USA), reverse-transcribed to cDNA and hybridized to HT-12v4 Expression BeadChip (Illumina) following the manufacturer's protocol. This chip interrogates over 47 000 transcripts genome-wide. Raw data were quantile normalized in GenomeStudio 2011. Probes with bad detection P-values (.0.01) in all samples were removed from analysis (n ¼ 13 125). Data points from valid probes with a bad detection P-value were removed and replaced with a value of one to represent a lack of expression. Expression values from the gene expression microarray were log 2 -transformed before statistical analysis. Raw and processed data have been deposited into the publically accessible database, GEO (GSE44711).
Pyrosequencing
A subset of sites with highly significant differences from the array and/or relevance for prenatal screening or hypoxia was followed up by bisulfite pyrosequencing of EOPET samples (n ¼ 20), other disease states (LOPET (n ¼ 21) and nIUGR (n ¼ 17)) and a larger set of controls covering a broad range of gestational ages (n ¼ 93). Assays (Supplementary data, Table SII) were designed using PSQ Assay design (Biotage, Upsalsa, Sweden) and run on a Qiagen Pyromark Q96 MD (Qiagen).
Statistical analysis
All statistical analysis was performed using R v2.14 (R Development Core Team, 2011). Statistically significant probes from the 450 K array were determined using the false discovery rate (FDR), which is an approach that is used to correct for multiple testing. For this, significance analysis of microarrays (SAM) was performed on M-values using the siggenes package (Schwender, 2011) . To enrich for biological relevance, highly significant probes were determined by Db (difference in DNA methylation between cases and controls) in conjunction with an FDR cutoff. Principal component analysis (PCA) from the methylumi package (Davis et al., 2011) was used on subsets of the 450 K array data to determine stratification of the samples using several different parameters. Significant probes from the gene expression array were identified by SAM using an FDR cutoff of 0.05 combined with a fold change of ≥1.2. Correlation of gene expression to DNA methylation was determined using Pearson's correlation on the subset of samples used in both arrays.
DNA methylation detected by pyrosequencing was confirmed as concordant to that of the 450 K array using Pearson's correlation (average r ¼ 0.80). Pearson's correlation was then used on the pyrosequencing data to assess if DNA methylation was affected by gestational age. If so, statistical significance was assessed by analysis of covariance (ANCOVA) with gestational age as the covariate. Bonferroni corrected pair-wise post hoc analysis determined statistical significance in DNA methylation between individual sample groups.
A x 2 test was used to determine whether probes in specific genomic elements were overrepresented in our dataset when compared with the array as a whole.
Bioinformatics
The database for annotation, visualization and integrated discovery was used to conduct gene ontology analysis (Huang da et al., 2009). Significant biological processes were elucidated by over-representation of genes in gene ontology categories. Next, genomic sequences spanning 50 bp up-and downstream of significant CpG sites were extracted using Galaxy (https:// main.g2.bx.psu.edu). These sequences were submitted for recurrent motif discovery using multiple em for motif elicitation (MEME) suite (Bailey et al., 2009) . Recurrent motifs were then queried for known transcription factor binding motifs using the TOMTOM tool in MEME suite.
Results
Extensive DNA methylation profile changes in early-onset pre-eclampsia
Principle component analysis was performed using all 430 685 probes (Supplementary data, Fig. S1 ) to determine the differences in the overall DNA methylation profile between cases and controls. Samples clustered roughly according to the presence or absence of pre-eclampsia rather than by gestational age, surprisingly because gestational age has been shown to drive dramatic differences in DNA methylation (Novakovic et al., 2011) . This implies that DNA methylation changes in EOPET are very dramatic and widespread throughout the genome. However, it should be noted that the majority (65%) of cases were within a narrow GA range of 31-34 weeks. Overall, an extremely large number of CpG sites (over 100 000) showed statistically significant differences between groups at an FDR of ,0.05, suggesting dramatic epigenetic effects of EOPET on the placenta. Most array studies use a combination of significance (e.g. FDR of ,0.01 or 0.05) in combination with a cutoff for mean difference (Db) to detect the most biologically meaningful changes. As there is no standard set of criteria, we considered various combinations of Db values and FDRs to establish values that would allow us to focus on the most significant probes for the follow-up (Table II) . Changing the requirement for Db has a dramatic effect on the number of significant candidates, with 1312 candidates using Db of 0.1 and only 87 candidates with Db of 0.15. Based on this analysis we opted to focus our analysis using a relatively stringent cutoff of 12.5% Db and 1% FDR, providing a list of 286 CpGs that were differentially methylated in placental samples between EOPET and controls. After elimination of four probes that map to multiple locations in the genome, 282 candidate CpGs located in or near 248 genes remained.
Of the candidate CpGs, 74.5% were hypomethylated and 25.5% were hypermethylated in EOPET as compared with controls (Supplementary data, Table SIII ). Among the genes associated with hypomethylated CpGs were several coding for proteins suggested to be useful in maternal serum screening for pre-eclampsia including INHBA (2 CpGs), ADAM12, PAPPA2 (3 CpGs) and FLT1, as well as several genes we previously reported as exhibiting hypomethylation in pre-eclampsia (e.g. TIMP3, MEST, CXCL9) (Yuen et al., 2010) . However, many of the altered CpGs were associated with genes of unknown placental function.
EOPET, but not associated clinical features, presents a distinct DNA methylation profile
To assess the discriminatory power of the identified EOPET-associated DNA methylation changes, PCA was repeated on all samples using only the 282 candidate CpGs (Fig. 1 ). This revealed a distinct clustering of EOPET samples separate from controls along principal component 1 (40% of the variance). However, there was more variability among the EOPET samples than the controls. In order to determine if some of this variability was due to clinical variation in samples, we further coded samples by the presence or absence of IUGR, severe proteinuria, diabetes or HELLP syndrome. However, there were no distinct clusters of these clinical subtypes or sex using this set of probes (Fig. 1) .
We also compared DNA methylation profiles between EOPET placentas with (n ¼ 12) and without (n ¼ 8) concurrent IUGR. No sites were found to be significant using modest criteria of an FDR ≤0.05 and Db ≥ 5%, in contrast to the large number of sites significant using such criteria when comparing EOPET versus controls. Separately comparing each subset of EOPET samples depending on the presence/absence of IUGR, against corresponding gestational age-matched controls produced similar sets of significant probes as the EOPET group as a whole (analysis not shown). Hence, we find no evidence for a major methylation difference between EOPET with and without associated IUGR.
Differentially methylated loci showed negative correlation with gene expression Table SIII ). There were multiple genes significantly over-expressed in this study that have been shown as over-expressed in other pre-eclampsia genome-wide expression studies despite differing sample criteria and methods (Louwen et al., 2012) . These common genes include: INHA, LEP, PAPPA2, CGB, CRH, HTRA4, TREM1, CXCR6, EBI3, BTNL9, ULBP1, SIGLEC6 and QPCT.
In addition, 23 of the 282 candidate CpGs showed negative correlation between DNA methylation and gene expression (P , 0.05) (Supplementary data, Table SIII), although some of the associated genes did not reach genome-wide statistical significance for differential expression between cases and controls. These significant genes included EPAS1, FLT1 and FLNB, which are known to be important for angiogenesis. This further supports the involvement of DNA methylation in the regulation of a substantial number of genes that are associated with preeclampsia development. Small sample size likely caused an underestimation of altered methylation sites associated with altered expression. Changes in gene expression can also be regulated by other factors (e.g. availability of transcription factors) in addition to DNA methylation, and can change at term in response to labor and delivery, confounding these comparisons.
Differences in DNA methylation are regional and different in related disorders
The ability to determine molecular differences specific to disease type is important for establishing accurate prediction methods and targeted treatment. Thus, bisulfite pyrosequencing of four altered CpG sites was performed on placentas from EOPET, LOPET, nIUGR and controls (Fig. 2) . These four sites were chosen for further investigation due to their large Db and previous evidence that their expression can be affected by hypoxia (BHLHE40 (Chakrabarti et al., 2004) and SLC2A1 (Baumann et al., 2007) ) or is relevant to prenatal screening (INHBA and ADAM12) (Kuc et al., 2011) . While in some of these genes only one of the associated CpGs fulfilled the criteria of FDR , 0.01 and ≥12.5% Db, examining all array targets in these genes also showed DNA methylation differences between EOPET placentas and controls in nearby targets (Fig. 3) . Comparing the DNA methylation at the significant CpG sites to expression in each gene revealed statistically significant negative correlation in BHLHE40, and trends in SLC2A1 and ADAM12 (Fig. 4) . The increased expression reflects the expected association of decreased methylation near the promoter region of these genes.
DNA methylation for all four genes showed a small but significant negative correlation with increasing gestational age; therefore, all statistical tests were performed using gestational age as a co-variate. It should be noted that EOPET showed decreased DNA methylation at these loci, the opposite direction of that expected if gestational age influenced these changes. Each gene showed a statistically significant difference (P , 0.05) (cg20971407); (C) SLC2A1 (cg01924561) and (D) ADAM12 (cg02494582). Percent methylation is indicated on the Y-axis. Analysis of covariance (ANCOVA) adjusting for gestational age followed by Bonferroni corrected pair-wise post hoc analysis was used to determine significance between individual groups *P , 0.05, **P , 0.01 and ***P , 0.001. DNA hypomethylation in early-onset pre-eclampsia between groups, with EOPET being significantly different from the controls for all genes, confirming the array findings. LOPET showed significant alterations compared with controls for INHBA, BHLHE40 and SLC2A1, while only BHLHE40 showed a statistical difference between nIUGR and controls.
EOPET shows hypomethylation at loci that are hypermethylated with hypoxia exposure EOPET is associated with initial placental hypoxia followed by re-oxygenation stress (Hung et al., 2002) ; thus, we wanted to assess whether sites altered by hypoxia exposure in culture would also be altered in pre-eclampsia. We recently used the 450 K array to assess DNA methylation changes in cultured trophoblast cells exposed to three oxygen levels (Yuen et al., 2013) . Of the strictly defined subset of 282 altered CpGs associated with EOPET, only five overlapped with those identified as significant changes upon exposure of cells to hypoxia. However, 78.3% of probes identified as significant in the hypoxia study are considered significantly different between EOPET and control samples when using a less strict t-test P-value cutoff of 0.05. However, these CpGs all demonstrated increased DNA methylation upon exposure to hypoxia in cytotrophoblast, whereas these same loci showed decreased DNA methylation in pre-eclampsia. As many of these same loci are hypermethylated in syncytiotrophoblast as compared with cytotrophoblast (Yuen et al., 2013) , these results could also reflect an alteration in trophoblast cell populations in EOPET placentas (i.e. reduced cytotrophoblast:syncytiotrophoblast ratio).
We further performed PCA using just the 147 hypoxia-associated loci to determine if EOPET and control placentas would cluster into separate groups using this subset of loci. A separation of EOPET and control placentas was achieved with few outliers (Fig. 5) . Again, there was no further separation of cases based on clinical subclassification of EOPET.
Genomic regional and functional enrichments of differentially methylated CpG sites
Investigating whether significant CpGs are located in certain genomic elements such as CpG islands or enhancers can help elucidate the nature of the biological processes that are disrupted in EOPET (Fig. 6) . Significantly more probes fell into enhancer regions from among our candidate sites than expected at random from the array. There are also proportionally fewer probes falling into high-density CpG islands, typically unmethylated and associated with gene promoters, than non-CpG islands. Enhancers are often located outside of CpG islands, explaining the enrichment of significant probes in low CpG density areas. There is no significant difference from the expected ratios in probes that fall into intermediate density CpG islands or CpG island shores.
Of significant CpG sites, 29.8% are located in 'intergenic regions', which are defined using the Illumina annotation as being further than 2 kb from the transcription start or end site of a gene; however upstream enhancers could be located in such intergenic regions (Sanyal et al., 2012) . As it is unclear without functional studies on placental tissue whether an upstream enhancer has an effect on expression or not, we associated all unannotated significant CpGs with the closest transcription start site to a RefSeq gene (Price et al., 2013) to expose potential transcriptionally important regions for future studies.
Gene ontology analysis for DNA methylation returned a list of enriched biological processes (Table III, Supplementary data, Table  SV ). The top significant gene ontology clusters were involved in regulation of gene transcription, implying an overall disregulation of transcription factors affecting gene expression in EOPET placentas. Consistent with this, invocation of the hypoxia response pathway targets many transcription factors (Schodel et al., 2011) . Many of the genes associated with these gene ontology terms are affected by oxygen levels or directly involved in the hypoxia response pathway (e.g. EPAS1). Differentiation and morphogensis were also significant ontology terms, consistent with the observed altered development of trophoblast in pre-eclampsia (Gauster et al., 2009) . Gene ontology analysis for gene expression returned only one hit of P , 0.01: 'female pregnancy' (GO:0007565). Consistent with this, many of the genes in this category have been shown to be over-expressed in pre-eclampsia as detectable in maternal serum (e.g. PAPPA) (Kuc et al., 2011) . MEME identified two recurrent motifs in proximity to the significant CpGs. These two motifs each occurred in 28 of 282 sites. To determine if they were associated with a transcription factor binding site, the sequences were submitted to TOMTOM, where the transcription factor databases JASPAR and uniprobe were searched for corresponding defined motifs. There were no significant occurrences of specific transcription factor motifs, consistent with there being a wide range of transcription factors that may be affected by the pre-eclamptic state. DNA hypomethylation in early-onset pre-eclampsia
Discussion
In this study, we demonstrate widespread alterations in DNA methylation in placentas from pregnancies complicated by EOPET. This expands upon and confirms our previous report of altered methylation in EOPET (Yuen et al., 2010) with much larger sample size and number of analyzed loci. EOPET cases can be distinguished from controls based on this methylation profile, regardless of the presence/absence of additional features (e.g. IUGR, severe proteinuria and HELLP). These findings support the concept of EOPET being a distinct clinical entity that includes various presentations including HELLP syndrome.
Clinical criteria for the definition of 'severe' pre-eclampsia vary (Steegers et al., 2010) with some based on a gestational age cutoff (i.e. EOPET), and others based on levels of proteinuria (e.g. .2 g/day) (Nishizawa et al., 2011) . In our study, some cases classified as EOPET did not have documented proteinuria (i.e. diagnosis was based on the presence of hypertension in combination with other findings such as fetal IUGR as per Canadian guidelines ) while others had heavy proteinuria (.3 g/day); however, no relationship between proteinuria level and methylation profile was identified.
Other conditions concurrent with EOPET in this study (IUGR, gestational diabetes and HELLP syndrome) did not cluster separately from other EOPET samples. Consistent with this observation, HELLP syndrome has been shown to have a similar transcription profile as pre-eclampsia (Varkonyi et al., 2011) . Thus, there may be consistent molecular features of EOPET placentas despite variability in clinical symptoms; this variability may be reflective of other factors such as maternal health. When comparing LOPET and nIUGR for a subset of loci, EOPET showed the largest differences from controls, but LOPET and nIUGR trended towards EOPET for these genes. In a separate study using these samples, but focusing on stress and other hormonal pathway genes, LOPET samples similarly tended to exhibit levels of methylation overlapping EOPET and control values, suggesting this may be a heterogeneous group with a subset of cases possibly fitting an 'EOPET-like' pattern and the remainder not (Hogg et al., 2013a, b) . Furthermore, previous studies have shown that genes associated with altered DNA methylation or expression in EOPET show fewer and smaller changes in LOPET and/or nIUGR (Nishizawa et al., 2007; Yuen et al., 2010; Hogg et al., 2013a, b) . It has been suggested that LOPET and EOPET have distinct etiologies (von Dadelszen et al., 2003; Rolfo et al., 2010) , with EOPET having greater placental dysfunction (Chen et al., 2012) . The present data support the concept of greater placental dysregulation in EOPET, though this needs to be followed up in a more comprehensive manner.
Detecting the future onset of pre-eclampsia early in pregnancy could lead to improved management and help mitigate the effects of the disorder. Ideally, the detection method would be non-invasive, likely investigating components of a first trimester maternal serum sample. Altered maternal serum concentrations of a number of proteins have been reported (PAPP-A, ADAM12, hCG, Inhibin, PP13, sFLT1, Endoglin, PGF, Leptin (Kuc et al., 2011; Kleinrouweler et al., 2012; Masoura et al., 2012; Hogg et al., 2013a, b) ) prior to the onset of pre-eclampsia, with the placenta being the likely source of many of these. Expression of several genes coding for up-regulated proteins is increased in preeclampsia placentas from the 3rd trimester (ADAM12, LEP, CGB, PAPPA, INHA) as indicated in this and other studies (Louwen et al., 2012) . Altered DNA methylation in many of the genes coding for these proteins was observed in the present study including ADAM12, CGA, FLT1, INHBA and, using a lower Db cutoff of 8%, PAPPA and LEP. We also found a correlation of DNA methylation and gene expression for most of these genes in this study. Hence, other genes we identified as showing altered DNA methylation, could perhaps offer candidates to investigate as potential biomarkers in maternal serum for the enhanced prediction of pre-eclampsia.
Furthermore, methylation differences could be utilized for early screening using an approach based on circulating cell-free fetal DNA (cffDNA), which is increased in mothers predisposed to pre-eclampsia (Zeybek et al., 2012) . We previously suggested that methylation of TIMP3 was a candidate for DNA methylation-based diagnosis based upon the differential DNA methylation patterns between blood and placenta, with more extreme values in EOPET-associated placentas (Yuen et al., 2010) ; a finding confirmed by others (Xiang et al., 2012) . Some sites showing similar properties to those in the present study include BHLHE40 and INHBA. Further evaluation of such sites for their ability to enhance the early detection of EOPET over simply quantifying the cffDNA fraction would be of interest.
There are several potential drivers for the altered DNA methylation observed in this study. One key driver is oxygen tension (hypoxia/re-oxygenation), an etiological factor in the development of pre-eclampsia (Hung et al., 2002) . The hypoxia response pathway involves the expression of many genes, including the hypoxia-inducible factors (HIFs), transcription factors designed to activate genes whose expression can help reestablish viable oxygen levels. EPAS1, which encodes for HIF2a, is an early factor in the hypoxia response pathway and has been shown to be active in pre-clampsia placentas (Rajakumar et al., 2001) . CpGs in the shore of the promoter CpG Island of this gene were significantly hypomethylated in pre-clampsia placentas in this study, indicating that there is increased binding of transcription factors such as RNA polymerase (Ogoshi et al., 2011) . Supporting this, EPAS1 was over-expressed in this and a previous study (Jarvenpaa et al., 2007) . Frequent targets of HIF2a are BHLHE40 and INHBA (Schodel et al., 2011) , both of which code for proteins that can prevent trophoblast differentiation (Meinhardt et al., 2005; Ezashi et al., 2012) . BHLHE40 was shown to have significantly decreased DNA methylation in the shore of the CpG island promoter and increased expression in preclampsia placentas, while INHBA showed decreased DNA methylation directly in the promoter region and has demonstrated increased expression in several studies (Enquobahrie et al., 2008; Sitras et al., 2009; Hoegh et al., 2010; Nishizawa et al., 2011; Tsai et al., 2011) .
We previously demonstrated that a subset of genes underwent hypermethylation upon exposure of cytotrophoblast cells to 24 h of ,1% oxygen (Yuen et al., 2013) . Many of these same genes became hypomethylated upon differentiation of cytotrophoblast to syncytiotrophoblast, consistent with the observation that hypoxia can block the differentiation of cytotrophoblast cells into syncytiotrophoblast (Alsat et al., 1996) . In the present study, we found that these hypoxia/differentiation sites tended to be hypomethylated in EOPET, which is the opposite of what would be expected due to hypoxic exposure. It may be that re-oxygenation stress, also proposed to occur in the development of pre-eclampsia, may result in hypomethylation of these same loci. It has been hypothesized that this sudden change in physiological state later in pregnancy can induce a stress response in the trophoblast (Hung et al., 2002) , potentially changing the DNA methylation of the chorionic villi. It is also possible that the short-term effects of reduced oxygen level in culture do not accurately reflect the long-term effects in vivo. Reduced DNA methylation is in fact observed with long-term hypoxic exposure in some cancer tissues (Shahrzad et al., 2007) .
Hypomethylation of these hypoxia-associated loci could be evidence of altered cell composition as many of these CpG sites were significantly hypomethylated in syncytiotrophoblast compared with cytotrophoblast; however, an excess of cytotrophoblast is generally observed (Redline and Patterson, 1995) in pre-eclampsia, making this explanation less likely. Other potential drivers of altered DNA methylation changes include effects of common treatments given to these women such as the prescription of anti-hypertensive medication or corticosteriod treatments, the latter given for fetal lung maturation before delivery. The effects of anti-hypertensive medicine on DNA methylation in the placenta are unstudied; however there are clear disruptions in the corticosteroid pathways in these samples (Hogg et al., 2013a, b) , perhaps from the use of antenatal corticosteriods. As these are not individual events, but logically succeed one another, a mix of these factors driving the DNA methylation differences is plausible.
There are limitations to this study. To avoid confounding by gestational age-associated methylation changes (Novakovic et al., 2011) , control placentas were also obtained from premature births. DNA methylation changes could theoretically be associated with pre-term labor or pre-term rupture of membranes, which were some causes of premature births in these controls. Furthermore, pre-eclampsia might have developed in some of these pregnancies had they continued further to term. Nonetheless, the tight clustering of control placentas relative to the EOPET ones, suggests they are a relatively homogenous group. Another limitation comes from the difficulty in obtaining high-quality RNA from placentas. We were only able to obtain quality RNA from 8 of the 20 EOPET samples, each matched to a control, resulting in reduced power when studying expression versus DNA methylation in this sample set.
By investigating the DNA methylation profile of pre-eclampsia placentas, this study has laid the groundwork for future studies. As many altered CpG sites located in upstream enhancer sites were identified, functional studies investigating DNA methylation-dependent regulation at these sites would help determine the biological significance of these findings. Furthermore, candidate genes could be investigated for altered expression in maternal blood or for properties appropriate for development of DNA methylation-based non-invasive prenatal screening methods. Additionally, a more thorough genome-wide investigation of DNA methylation differences in LOPET and nIUGR samples would help elucidate the nature of any potential alterations in placental methylation profile and the nature of the overlap with EOPET.
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